### DNA Stnder™^B8 / en t«st cfaez B. DUJON ### Jeu. / Aoflt 1997 18:43:38 
SK-TTC -> Gen«s 

DNA sequence 1600 i>.p. ggaaaoajctat . . . gtcgtcttacaa linear 

1 ggoft/icagctatgaccB.tgattacgcea^gctegaaAetaa,cceceactaaftgggftacatiaagctcgagctcggtacccg 80 
81 gsecacc ATG GTT TXT TCA ACA CCA ATT CCA. TTT TCT TAT TCT AAA AW CTG GAT TOT TOG 141 



252 GAT GCT CAA TTG GTG CCC GGA ATA AAT GGC AAA GCA ATA CAT TTA GTA AAC AAT GAA TCT 321 
59DAQLVPGINGKAIHLVNNES 78 



382 ACC GTT AGC TXT TGG TTG AGG GTT CCT AAA GTA TCT GCT AGT CAT TTA GAA CAA TAT GGC 141 
99TVSFWLRVPXVSASHLEQYG 118 



502 TGG AGT GTA TCA CTT AAA GGT AAT AAC TTA ATA TGG ACT TTA AAA GAT TCC GCG GGA GAA 561 

139WSVSLKGNKLIWTLKDSAGE 158 

562 GTT AGA CAA ATA ACT TTT AGG GAT TTA' CCT GAT AAA TTT AAT GCT TAT TTA GCA AAT AAA 621 

1S9VRQITFKOLPDKFNAYLANK 116 

622 TGG GTT TTT ATA ACT ATT ACT AAT GAT AGA TTA TCT TCT GCT AAT TTG TAT ATA AAT GGA 681 

179WVFITITNDRLSSAKLYING 198 



802 ATA TTT TGC AAA GCA TTA AAT CCA AAA GAG ATT GAA AAA TTA TAC ACA AGT TAT TTA TCT 861 
239 I F CXA L N-PKEI EKLYT SYL S 2S8 



922 ATA CCA GTA GCT TCT AGT TCT AAA GAT GTT CAA TTG AAA AAT ATA ACA GAT TAT ATG TAT 981 
279 IPVASSSKDVQLKNITDYMY 29B 



1342 CAT AAT GGT CAA ATA GGC AAC GAT CCA AAT AGG GAT ATA TTA ATT GCA AGC AAC TGG TAC 1401 
419HNGQIGNDPNRDILIASNWY 



1462 GGA TGG ACA AAT GAT TAA aceg&ttgatatgttcatgaca&atgcccgggatcctctagagtcgacctcgaggg 153S 
G W T N D * ( SEa ?bM0 . ^ 464 

1536 sgggcccggtacccaattcgccctatagtgagMgLattB.caattcactggccgtcgtttc«caa(££0. IDMO'.l) 
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cDNA isolation: f (S&X \t> UO) 
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The TTC cDNA was isolated from a Clostridium Tetani strain using Polymerase Chain 
Reaction. We used a thWe times PCR to generate three oveYlapping fragrlents respectively 
of 465 bp (PCR1; primer 1: 5-CCC CCC GGG CCA CCA TGG; TTT TTT CAk CAC CAA TTC 
CAT TTT CTT ATT C-3H& primer 2: 5-CTA AACCAG TA^ TTT CTG-3I of 648 bp (PCR2- 
primer 3: 5'- AAT TAT GGA CTT TAA AAG ATT CCG C-3.(& primer 4: 5-GGC ATT ATa' 
ACC TAC TCT TAG AAT-32 and of 338 bp (PCR3; primer 5: 5-AAT GCC TTT AAT AAT 
CTT GAT AGA AAT-3X& prWr 6: 5-CCC CCC GGG CAT ATG TCA TGA ACA TAT CAA 
TCT GTT TAA TC-3J, jan d eacKfragmeiit was sequentially doned into pBluescript KS+ to • 
produce plasmid p^S-xTC. The u^tream primer 1 contained the Ribosome Binding Site 
(RBS) and translation initiation signals. 

{SEQl lb MO;g') 
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g» B B U Is b h k Is h k h U I 



3« g„ L L L i> L 3, 8* S* g, i- 
L L L L L L §> L 3* 80 I, So • 
3* L L L S« t 80 L l> 3* 
L | M § H 80 l« L L g> So L *L 8. 
L 3. S* S* t L l« s* I. S< l> 
B« 8q I. L 1. I. L L ^ t L 
g> L L L | M L 3, | H 3- L L 
g, ^ g« 3* 3. L 3. §L i> J- J« l* 

tc §» L L L So. L So 3* Id So 

| a L *L So 3* ^ 8» L HL i« L lo 
S, L L s> §o I, g> 3« s E So 3» i» 

Is I* §0 lo 3s §cs 3s «q ^ J 

3 a g s 3* §h 3* L L 3* S, So L 
L S. s w I, g H 3* 8* S, t* 3« 3* 
I. L L i« l« Sh Ih S. 3- lo So 
So §« 3« E» h L g» 8. L § M 3* 

3* L L L 3* So So g H §0 So L 
3* L L l> 3* L So 3- I. »> So S= 
g, L Sh 1 So g« §* 8. B» S. L 

t g„ Sh L L 3« S, 8- S- Sx L 
33 Is is as IS p p a£ p P P 
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TTC cDWA isolation: 

The TTC cDNA was isolated from a Clostridium Tetani strain using 
Polymerase Chain Reaction. We used a three times PCR to generate 
three overlapping fragments respectively of 465 bp (PCR1; primer 
1:5" -CCC CCC GGG CCA CCA TGG TTT TTT CAA CAC CAA TTC CAT TTT CTT 
ATT C-3 ' (SEQ ID NO: 4) & primer 2: 5 ' -CTA AAC CAG TAA TTT CTG- 
3' (SEQ ID N0:5), of 648 bp (PCR2; primer 3: 5 ' -AAT TAT GGA CTT 
TAA AAG ATT CCG C-3' (SEQ ID NO: 6) & primer 4: 5 ' -GGC ATT ATA ACC 
TAC TCT TAG AAT- 3 ' (SEQ ID NO : 7 ) and of 338 bp (PCR3; primer 5: 
5 ' -AAT GCC TTT AAT AAT CTT GAT AGA AAT- 3 ' (SEQ ID NO: 8) & primer 
6 : 5 ' -CCC CCC GGG CAT ATG TCA TGA ACA TAT CAA TCT GTT TAA TC- 
3" (SEQ ID N0:9), and each fragment was sequentially cloned into 
pBluescript KS+ to produce plasmid pBS-TTC. The upstream primer 1 
contained the Ribosome Binding Site (RBS) and translation 
initiation signals. 
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PCR fragment Ndel/Xhol replacement: stop was replaced 
by Ncol site at the end of lacZ (amplification with 
primers GAL1/GAL2 between Ndel and Xhol sites) 
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PCR fragment Nsil/Smal replacement: stop was replaced 
by Nhel site at the end of TTC (amplification with 
primers TTC1/TTC2 between Nsil and Smal sites) 
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FIG. 4 



pCMV.LACZ.TTC -> Graphic Map 

DNA sequence 8519 b.p. tagttattaata ... accgccatgcat circular 



338 SnaBI 




BLUESCRIPT 5121 
PstI 5115 
Kpnl 4939 
Asp718 4939 
Spel 4932 
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